Biacore negative controls. Unspecific interactions of the different oligonucleotides were evaluated with Biacore. We used a concentration range from 7.8 nM till 250 nM of all oligonucleotides. The PH1 -Activator complex was not sufficient to start the amplification process by either binding to H1 (a) or to H2 (b). Furthermore PH2 did not bind to the activator oligonucleotide (c) and not to H1 (d) or H2 (e). Therefore PH2 is incapable of generating signal by itself as well.
Supplementary Figure 2:
Polyacrylamide gel electrophoresis to evaluate in solution performance of the oligonucleotide system. The HCR (1μM each) oligonucleotides are meta-stable in absence of the Initiator (1). After addition of 0.03μM Initiator to the mixture the HCR commences (2-5). The time points evaluated are 0 min (directly after adding the Initiator; 2), 15 min (3), 30 min (4) and 60 min (5). Increasing Initiator concentration to 0.1μM increased reaction speed considerably (6-9). Already directly after addition of Initiator can high molecular weight products be observed (6) this product increases and growth after 15 min (7) to 30 min (8) and 60 min (9). The lane L depicts the ladder of dsDNA, ranging from 50 to 1500 bp. Conjugates can easily be identified when comparing these images, in this conjugation fractions 7-8 was selected for R1 (donkey anti-rabbit antibodies conjugated to PH1 oligonucleotide) and fraction 8-9 for R2 (donkey anti-rabbit antibodies conjugated to PH2 oligonucleotide). 
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